ATTACHMENT A 
Amendments to the Specification 

Please replace the paragraph beginning at page 30, line 10 with the following 
amended paragraph: 

a) Partial purification of ULIP-1 

Partially purified ULIP-1 was obtained from newborn mouse brains by 
three purification steps. These brains were homogenized in 4 volumes of 
homogenization buffer (25 mM sodium phosphate, pH 7.8, 1 mM EGTA, 10|j,g/ml of 
leupeptin, 25 )ag/ml of aprotinin, and 10|ig/ml of pepstatin. The homogenates were 
centrifuged for 10 minutes at 400 x g. The plugs were resuspended in 2 volumes of 
homogenization buffer, homogenized and centrifuged again. The supernatants from two 
centrifugations were collected, sonicated and centrifuged for 1 hour at 100,000 x g. The 
supernatant (S2) was loaded onto a column of DEAE-Sepharose CL-6B (1.75 cm^x 
26 cm) equilibrated with 100 ml of buffer A (25 mM sodium phosphate, pH 7.8, 1 mM 
EGTA) at a flow of 30 ml per hour. The proteins were eluted in 300 ml of a 0-250 mM 
linear gradient of sodium chloride in buffer A and 5 ml samples were collected. The 
fractions containing ULIP were collected and solid ammonium sulphate was added to 
20% saturation. This pool was loaded onto a column of phenyl-Sepharose CL-4B 
(1.75 cm^ X 22 cm) which had been previously equilibrated with 100 ml of buffer B 
(10 mM sodium phosphate, pH 7.8, 1 mM EGTA) containing 20% of saturated 
ammonium sulphate. The proteins were eluted in a linear gradient decreasing from 20 
to 0% of saturated ammonium sulphate in buffer B. The fractions containing ULIP were 
collected and dialysed twice against 20 volumes of buffer A. The proteins were 
concentrated in a small (10 ml) column of DEAE-Sepharose CL-6B and eluted with 
400 mM sodium chloride in buffer A. The eluate was desalted on a Sephadex G-25 
(NAP-10) column and concentrated to a final volume of 0.5 ml by evaporation. In the 
last purification step, the concentrated fraction was chromatographed in three 
successive steps, on two Superose™ 12 FPLC (Fast Protein Liquid Chromatography) 
columns mounted in series, in buffer C (50 mM sodium phosphate, pH 7.2, 150 mM 
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sodium chloride) at a rate of 0.3 ml/minute. The fractions (0.6 ml) were collected and the 
fractions enriched in ULIP were analysed. The presence of ULIP in the successive 
purification steps was tested by a one-dimensional Western Blot using an anti-stathmin 
antibody capable of cross-reactivity. The proteins were quantified according to the 
method of Bradford. 
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